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LI : Entry 9 of 16 File: USPT Feb 5, 2002 

US-PAT-NO: 6344337 
DOCUMENT-IDENTIFIER: US 6344337 Bl 
** See image for Certificate of Correction ** 

TITLE: Antigen test to detect equine protozoal myeloencephalitis in horse serum and cerebrospinal fluid 

DATE-ISSUED: February 5, 2002 

INVENTOR-INFORMATION: 

NAME CITY STATE ZIP CODE COUNTRY 

Mansfield; Linda S. Bath MI 

Rossano; Mary G. Mason MI 

Murphy; Alice J. St. Johns MI 

Vrable; Ruth A. Williamston MI 



US-CL-CURRENT: 435/7.2: 435/34, 530/388.6 



CLAIMS: 



We claim: 



1. In a method for detecting the presence of Sarcocystis neurona in an equine 
in an immunoassay, the improvement which comprises reacting a biological 
sample from the equine suspected of harboring the Sarcocystis neurona with at 
least one isolated antibody specific for a 16 (.+-.4) kDa Sarcocystis neurona 
antigen and at least one isolated antibody specific for a 30 (.+-.4) kDa 
Sarcocystis neurona antigen, wherein each antibody binds its respective 
antigen to form an antibody-antigen complex. 

2. The method of claim 1, wherein the antibody- antigen complex is detected 
with a labeled antibody against the antigen or the antibody in the antibody- 
antigen complex. 



3. The method of claim 2 wherein the label is selected from the group 
consisting of alkaline phosphatase, horseradish peroxidase, fluorescent 
compounds, luminescent compounds, colloidal gold, and magnetic particles. 



4. The method of claim 2 wherein the label is biotin which is reacted with 
peroxidase conjugate and then detected by reaction with an appropriate color 
forming substrate. 



5. The method of any one of claims 1, 2, 3, or 4 wherein the biological sample 
is selected from the group consisting of serum, cerebrospinal fluid, and cell 
culture fluid from equine dermal cells infected with Sarcocystis neurona from 
a biological sample. 



6. The method of claim 1 wherein the antibody against the antigen is 
immobilized on a support selected from the group consisting of a membrane or a 
plate . 
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7. In a method for detecting the presence of Sarcocystis neurona in an equine 
in an immunoassay, the improvement which comprises reacting a biological 
sample from the equine suspected of harboring the Sarcocystis neurona with at 
least one monoclonal or isolated polyclonal antibody specific for a 16 (.+-.4) 
kDa Sarcocystis neurona antigen and at least one monoclonal or isolated 
polyclonal antibody specific for a 30 (.+-.4) kDa Sarcocystis neurona antigen, 
wherein each monoclonal antibody binds its respective antigen to form an 
antibody-antigen complex. 

8. The method of claim 7 wherein the antibody-antigen complex is detected with 
a labeled antibody against the antigen or the antibody in the antibody-antigen 
complex. 

9. The method of claim 8 wherein the label is selected from the group 
consisting of alkaline phosphatase, horseradish peroxidase, fluorescent 
compounds, luminescent compounds, colloidal gold, and magnetic particles. 

10. The method of claim 8 wherein the label is biotin which is reacted with 
peroxidase conjugate and then detected by reaction with an appropriate color 
forming substrate. 

11. The method of any one of claims 7, 8, 9, or 10 wherein the biological 
sample is selected from the group consisting of serum, cerebrospinal fluid, 
and cell culture fluid from equine dermal cells infected with a biological 
sample . 

12. The method of claim 7 wherein the monoclonal antibody against the antigen 
is immobilized on a support selected from the group consisting of a membrane 
or a plate. 

13. The method of claim 8 wherein the labeled antibody is a second monoclonal 
antibody. 

14. A method for detecting Sarcocystis neurona in an immunoassay comprising: 

(a) reacting a biological sample from an equine suspected of harboring the 
Sarcocystis neurona with at least one monoclonal antibody specific for a 16 

(.+-.4) kDa Sarcocystis neurona antigen and at least one monoclonal antibody 
specific for a 30 (.+-.4) kDa Sarcocystis neurona antigen wherein each 
monoclonal antibody is immobilized on a support and wherein each monoclonal 
antibody binds its respective antigen to form a complex, and 

(b) detecting the complex. 

15. The method of claim 14 wherein the complex is detected by a labeled 
antibody against the antigen or monoclonal antibody in the complex. 

16. The method of claim 15 wherein the labeled antibody is a second monoclonal 
antibody. 

17. The method of claim 15 or 16 wherein the label is selected from the group 
consisting of alkaline phosphatase, horseradish peroxidase, fluorescent 
compounds, luminescent compounds, colloidal gold, and magnetic particles. 

18. The method of claim 17 wherein the label is biotin which is reacted with 
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peroxidase conjugate and then detected by reaction with an appropriate color 
forming substrate. 

19. The method of claim 14 wherein the biological sample is selected from the 
group consisting of serum, cerebrospinal fluid, and cell culture fluid from 
equine dermal cells infected with Sarcocystis neurona from a biological 
sample . 

20. The method of claim 14 wherein the monoclonal antibody against the antigen 
is immobilized on the support selected from the group consisting of a membrane 
or a plate. 

21. A kit for detecting Sarcocystis neurona in a biological sample from an 
equine comprising: 



(a) at least one monoclonal or isolated polyclonal antibody against a 16 (.+ 
.4) kDa Sarcocystis neurona antigen and at least one monoclonal or isolated 
polyclonal antibody against a 30 (.+-.4) kDa Sarcocystis neurona antigen, 
wherein each antibody binds its respective antigen to form a complex; 



(b) a positive control comprising the 16 (.+-.4) kDa Sarcocystis neurona 
antigen and a positive control comprising the 30 (.+-.4) kDa Sarcocystis 
neurona antigen; and 




(c) a reagent for detecting the complex formed between the antibody and the 
Sarcocystis neurona antigen. 



22. The kit of claim 21 wherein the reagent for detecting the complex consists 
of a labeled antibody against the antigen or antibody in the complex. 

23. The kit of claim 22 wherein the label is selected from the group 
consisting of alkaline phosphatase, horseradish peroxidase, fluorescent 
compounds, luminescent compounds, colloidal gold, and magnetic particles. 



24. The kit of claim 23 wherein the label is biotin which is reacted with 
peroxidase conjugate and then detected by reaction with an appropriate color 
forming substrate. 



25. The kit of claim 24 wherein the biological sample is from the group 
consisting of serum, cerebrospinal fluid, and cell culture -fluid from equine 
dermal cells infected with Sarcocystis neurona from a biological sample. 

26. The kit of claim 21 wherein the monoclonal antibody against the antigen is 
immobilized on a support selected from the group consisting of a membrane or a 
plate . 



27. The kit of claim 22 wherein the labeled antibody is a second monoclonal 
antibody. 



28. A kit for the detection of disease caused by Sarcocystis neurona in an 
equine which comprises: 

/ (a) a support with a monoclonal antibody against a first epitope of a 16 (.+- 
N>JL_y .4) kDa Sarcocystis neurona antigen and a monoclonal antibody against a first 
epitope of a 30 (.+-.4) kDa antigen immobilized on a surface of the support to 
bind the antigen in a biological sample from the equine ; 
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(b) a first labeled monoclonal antibody against a second epitope of the 16 
(.+-.4) kDa antigen and a second labeled monoclonal antibody against a. second 
epitope of the 30 (.+-.4) kDa antigen to bind the antigen bound by the 
monoclonal antibody immobilized on the membrane; and 

(c) a reagent for detection of the first labeled monoclonal antibody bound to 
the 16 (.+-.4) kDa antigen and a reagent for detection of the second labeled 
monoclonal antibody bound to the 30 (.+-.4) kDa antigen. 

29. The kit of claim 28 wherein the label is selected from the group 
consisting of alkaline phosphatase, horseradish peroxidase, fluorescent 
compounds, luminescent compounds, colloidal gold, and magnetic particles. 

30. The kit of claim 29 wherein the label is biotin which is reacted with 
peroxidase conjugate and then detected by reaction with an appropriate color 
forming substrate. 

31. The kit of claim 28 wherein the biological sample is selected from the 
group consisting of serum, cerebrospinal fluid, and cell culture fluid from 
equine dermal cells infected with Sarcocystis neurona from a biological 
sample . 

32. The method of claim 28 wherein the monoclonal antibody against the antigen 
is immobilized on the support selected from the group consisting of a membrane 
or a plate. 

33. A monoclonal antibody against a 16 (.+-.4) kDa antigen of Sarcocystis 
neurona . 

34. A monoclonal antibody against a 30 (.+-.4) kDa antigen of Sarcocystis 
neurona . 

35. An isolated DNA encoding a 16 (.+-.4) kDa antigen of Sarcocystis neurona . 

36. An isolated DNA encoding a 30 (.+-.4) kDa antigen of Sarcocystisneurona . 
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